Transcallosal reciprocal projections from the primary somatosensory (S1 BF) and insular cortex (Ins) to their contralateral homologues, revealed by injections (black) of tetramethylrhodamine (TMR).
Supplemental Methods
Immunofluorescence. One series of sections from BD or TMR injected animals was processed for immunofluorescence. Sections from BD were pre-incubated for 1 h in PBT and 2 % normal mouse serum. They were then incubated in the same solution for 2 h with a 1:200 anti-biotin antibody conjugated with the red chromogen Cy3 (produced in mice, Jackson).
After rinsing with PBS, the sections were pre-incubated for 1 h in PBT and 2 % NMS and then incubated at room temperature for 2 h either with an 1:10 000 anti-5HT1D primary antibody produced in rabbits (see Potrebic et al., 2003) , or with an 1:10 000 anti-CGRP primary antibody produced in rabbits (Peninsula). After rinsing with PBS, the sections were C-fos labeling in the Sp5C following capsaicin application in different trigeminal areas. In rats anesthetized with 1.5 g/kg urethane, a solution of capsaicin (5µg diluted in 5µl endolipid) was injected subcutaneously in the maxillar (cheeks) or mandibular (inferior lip) territories, or topically on the dura (ophthalmic) using a cotton soaked with the same capsaicin solution (Fig. S2B) . For the meningeal stimulation, a craniotomy at the level of the transverse sinus was performed 48 hrs before the capsaicin application, under chloral hydrate anesthesia. Two hours after the capsaicin application, the anesthetized animal was perfused with warm heparinized saline solution, followed by PBS containing 4% paraformaldehyde, 0.1% glutaraldehyde and 0.05% picric acid, and finally by 20% sucrose solution. The brain and medulla were removed and cryoprotected in a 20% sucrose solution overnight. Coronal frozen sections (50 µm thick) of the whole brainstem were collected and processed. To label c-fos, one series of sections were pre-incubated for 2 h in PBT and 1% NGS. They were then incubated overnight at room temperature with the c-fos primary antibody (1:8 000, polyclonal IgG made in rabbit against the amino acids 115-165 of human Fos; Santa Cruz Biotechnology) in PBT and 1% NGS. After incubation with c-fos antibody, sections were rinsed with PBS, then incubated for 1 h with the secondary antibody (biotinylated goat antirabbit, 1:200; Vector) in PBT and 1% NGS. After rinsing with PBS, the sections were incubated for 1 h in the ABC kit (Vector). The sections were then processed for (DAB)-nickel enhanced detection technique. The sections were mounted on gelatin-coated slides and coverslipped. C-fos labeled neurons were systematically analyzed under brightfield illumination in 50 µm thick coronal sections (150 µm apart) from the upper cervical cord (C1-C2) to the area postrema.
